Abstract: Osteoporosis and sarcopenia are age-related musculoskeletal pathologies that often develop in parallel. Osteoporosis is characterized by a reduced bone mass and an increased fracture risk. Sarcopenia describes muscle wasting with an increasing risk of injuries due to falls. The medical treatment of both diseases costs billions in health care per year. With the impact on public health and economy, and considering the increasing life expectancy of populations, more efficient treatment regimens are sought. The biomechanical interaction between both tissues with muscle acting on bone is well established. Recently, both tissues were also determined as secretory endocrine organs affecting the function of one another. New exciting discoveries on this front are made each year, with novel signaling molecules being discovered and potential controversies being described. While this review does not claim completeness, it will summarize the current knowledge on both the biomechanical and the biochemical link between muscle and bone. The review will highlight the known secreted molecules by both tissues affecting the other and finish with an outlook on novel therapeutics that could emerge from these discoveries.
Introduction
Muscle and bone interactions are a current focus of research studies with a steady increase in the number of related publications since the early 2000s ( Figure 1 ). Both the biomechanical and the biochemical interaction in the musculoskeletal unit appear of regulatory importance to enable tissue function. It is thought that skeletal muscle and the long bones grow together early in life, and are maintained and adapted to fit the metabolic and mechanical needs in healthy adults. However, as a functional unit, both tissues are also found to deteriorate together with disuse, disease or even with the process of aging. Aging, defined as the loss of tissue function over time, leads to a decline in both muscle and bone strength [1] . Age-related musculoskeletal degenerations are not only linked to a reduction in overall mobility and therefore lower the patient's quality of life, but also to an increase in the risk of falls and concurrent fractures expanding the musculoskeletal burden even further. Fragility fractures in the elderly are correlated with higher morbidity and mortality [2] . With our demographic development and the desire to extend the overall life expectancy, osteoporosis and sarcopenia will affect millions of people in the near future [3] . The concurrent link of muscle and bone tissue quality suggests a huge pharmaceutical potential for efficient treatment regimens that act on both tissues simultaneously. During the growth period, muscle and bone grow in proportion to one another. This phenomenon has been at the basis of the biomechanical interaction theory, where bone adapts to muscle forces during development [4] . In addition, the effects of physical activity, disuse and the aging-related diseases of osteoporosis and sarcopenia demonstrate the simultaneous dependency of muscle and bone tissue quantity [2, 5, 6] . Therefore, it has long been postulated that the regulation of bone mass was solely due to mechanical adaptations to the neighboring muscle volume and its activity level. During the growth period, muscle and bone grow in proportion to one another. This phenomenon has been at the basis of the biomechanical interaction theory, where bone adapts to muscle forces during development [4] . In addition, the effects of physical activity, disuse and the aging-related diseases of osteoporosis and sarcopenia demonstrate the simultaneous dependency of muscle and bone tissue quantity [2, 5, 6] . Therefore, it has long been postulated that the regulation of bone mass was solely due to mechanical adaptations to the neighboring muscle volume and its activity level.
Recently, this dogma has been challenged with the description of the myostatin-null mice. Myostatin (growth differentiation factor-8) is highly expressed in muscles and suppresses muscle growth. Mutations of the myostatin gene in cattle and mice result in a phenotype of large muscle mass [7, 8] . However, despite the impressive increase of muscle mass and overall muscle strength in the myostatin-null mice, the bone parameters of the femur are not majorly affected [9] . Such "uncoupling" of muscle and bone is also found in transgenic mice overexpressing interleukin-15 (IL-15) in the skeletal muscle [10] . Here, mice present with increased bone mass but similar lean mass compared to control mice. Further research on this phenotype suggests the increased bone mass not being related to alterations in biomechanics [11] , and an additional regulatory circuit to permit the musculoskeletal interaction was suggested. The hypothesis of the existence of a biochemical communication of both tissues was further strengthened by a fracture healing studies. In a murine model of open tibial fractures, healing was improved if the wound was covered by muscle flaps suggesting that soluble factors/myokines contribute to bone healing [12] .
Biomechanical Regulation of Muscle and Bone
The biomechanical relationship of bone and muscle has been well described historically. Skeletal muscles attach to bone and facilitate motion via a muscular contraction. Therefore, muscles expose bone to different kinds of mechanical stimuli depending on the muscular activity (isometric, static, plyometric, concentric, eccentric, low/high frequency, etc.). The attachment site of muscle is in local proximity to the axes of motion, which results in small lever arms. As a result, large forces have to be generated by muscle and are transmitted to the skeleton to produce the motion-required torque at the end of the lever arm (bone) [3] . It has then been proposed that such muscle-derived forces are the primary source of mechanical loading that generate the strain in bone [13] .
One piece of evidence that muscle-generated forces are affecting bone directly comes from studies on the embryonal development of the muscular-skeletal unit. During this, muscles exert forces on bone to facilitate the formation of a mechanically optimal bone shape, which is able to resist deformation later in life. In mice paralyzed due to muscular dysgenesis in utero, the long bone diaphysis has acquired a round shape that is less likely to resist mechanical loading [14] . This has been also observed by Rot-Nikcevic I et al. [15] in amyogenic mice, lacking striated muscles.
Further support for the notion that muscle forces influence bone directly is seen during the acquisition of peak bone mass with pre-pubertal growth. Here, exercise was shown to have significant effects on bone mass. The beneficial effects of physical activity are also seen later in life, even if to a lesser extent [16] .
The biomechanical coupling in the musculoskeletal unit is explained by the mechanostat theory, which states that bone adjusts its mass and architecture to experience strains within a physiological window [17] . Strains greater than this window will induce bone formation, while lower strains will lead to bone resorption. In addition to load transmission between muscle and bone, the two tissues show codependent hypertrophic or hypotrophic adaptations. Physical activity increases both muscle and bone mass [5] , while aging or disuse leads to loss of mass in both organs [6] .
Several animal models have been developed to help understand the codependency of both tissues; however, each of them is based on a different mechanism leading to slightly different results. Neurectomy, where a small piece of the sciatic nerve is removed using surgical intervention, is a common animal model to induce osteopenia and sarcopenia. It simulates a spinal cord injury in humans; here, complete or partial muscle paralysis is achieved and a rapid bone loss is observed. Despite the desired bone loss, this model does not solely dissect the mechanistic link between the dependency of muscle and bone, as bone may be influenced by neurological changes on its own [3, 18, 19] . Other alternatives are tenotomy, cast-induced immobilization, tail suspension, and intramuscular injection of botulinum toxin (Botox). All these techniques lead to muscle and bone loss, however each of them have some disadvantages. For example, with tail suspension, muscles are still able to contract while the hind limbs are in suspension, and with Botox-induced muscle paralysis muscle function is impaired but also the neuromuscular proprioceptive signaling. In addition, it has been reported that Botox does not solely affect muscle prior to affecting bone [20, 21] , however, in the situation of unloading, muscle atrophy does precede the loss of bone [22] . With the currently available findings it is possible that signaling pathways responsible for affecting morphology and function of muscle and bone are timely inseparable or are timely consecutive [3] .
To demonstrate a direct relationship between muscle and bone, Botox injection has been coupled with tail suspension in a study by Warden SJ et al. [23] . With this approach, the authors aimed to obtain mechanical loading near zero level. The combined treatment did present with greater detrimental effects on the skeleton than tail suspension or Botox injection alone, demonstrating that Botox-induced muscle inhibition has skeletal effects over and above any effect it has in altering gravitational loading, suggesting that muscle has a direct effect on bone. However, from a disease point of view, sarcopenia does not fully account for the osteoporotic phenotype and osteoporosis does not fully account for sarcopenia, at least based on mass measures alone. This may be because bone quality and muscle function are better measures to reflect the basis of these diseases [24] , or that, in addition to the biomechanical coupling of both tissues, a biochemical musculoskeletal interaction is taking place.
Biochemical Communication between Muscle and Bone: Muscle and Bone as Endocrine Organs
The endocrine relationship between muscle and bone is far less understood, however, increasing amounts of data have been accumulating in the past years making a strong case for the endocrine nature of both tissues (see Tables 1 and 2 ). It is now well known that, following exercise, muscles secrete factors into the circulation that have effects on other tissues. Nowadays, these factors are known as "myokines" (Table 1 ).
Interleukin 6 (IL-6) was among the first myokines identified; it is produced in large amounts during exercise [25] by cells in type II muscle fibers [26] . IL-6 from muscle regulates satellite cell (muscle stem cells) differentiation to mediate skeletal hypertrophy [27] . Muscle secreted IL-6 not only exerts paracrine effects but also endocrine effects acting on distant organs, i.e., the liver and the adipose tissue. IL-6 null mice develop early mature-onset obesity [28] . Other interleukins have been documented since, such as IL-5, IL-7, and IL-8, which stimulates angiogenesis [29] , Brain-Derived Neutrophic Factor (BDNF) is highly expressed in the brain, serum and skeletal muscle after exercise [30] [31] [32] . BDNF is involved in exercise-induced skeletal muscle regeneration [31] and fat oxidation [32] . Ciliary Neurotrophic Factor (CNTF) is a myokine inducing the suppression of bone formation at the periosteum. Muscle-derived IL-15 works to reduce adiposity and mice expressing high levels of IL-15 show increased bone mineral content [10] .
Muscles secrete myostatin (growth differentiation factor-8, GDF-8), a member of the tumor growth factor-β family. Myostatin is a potent inhibitor of skeletal muscle cell proliferation and growth [33] . Myostatin binds to the activin receptor type II (ACVR2B) on muscle cells resulting in the intracellular phosphorylation of Smads 2 and 3, the aggregation with Smad 4 and the nuclear translocation to activate target genes [34] (for review, see Joulia-Ekaza [35] ).
Irisin is a hormone-like molecule produced by muscle post exercise. Irisin is produced by the cleavage of the membrane protein Fndc5 under the regulation of PCI1α (PPARγ coactivator-1α). It is capable of "browning" certain white adipose tissues in vitro and in vivo, increases energy expenditure and improves glucose tolerance of high fat fed mice [36] .
Until recent years, bone was not considered an endocrine organ, but rather as an endocrine targeted tissue that responds to hormones like parathyroid hormone (PTH) and sex steroids. However, increasing data demonstrates that bone produces factors now referred as "osteokines" that have effects on other tissues such as muscle, liver, kidneys and pancreas (Table 2) .
Probably the first discovered hormone-like "osteokine" secreted by bone cells (osteocytes) was Fibroblast Growth Factor 23 (FGF23) [37] . Mutation in FGF23 is the cause of Autosomal Dominant Hypophosphatemic Rickets (ADHR). FGF23 and PTH might work together to regulate phosphate metabolism. FGF23 is known to act on the intestine and the kidney by downregulating the expression of sodium/phosphate co-transporters responsible to absorb and reabsorb phosphate [38] [39] [40] . Elevated levels of FGF-23 could play a role in cardiac hypertrophy, which suggests more widespread actions of this molecule [41] .
Osteocalcin, or Bone Gamma-Carboxyglutamate Protein (BGLAP), is a secreted protein produced mainly by osteoblasts. It is bound to the bone extracellular matrix but has been found in the plasma with higher levels of expression at the fetal stage (in fetal calves) as compared to adulthood (in adult cows) [42] . Osteocalcin −/− mice show decreased β-cell proliferation, insulin secretion and sensitivity [43] , suggesting a regulatory role in glucose metabolism.
Sclerostin is a protein mainly secreted by osteocytes. In bone, sclerostin binds to the second or third β-propeller of the Wnt/LRP/Frizzle tri-molecular complex inhibiting the activation of the Wnt/β-catenin pathway [44] , an important regulator of bone and muscle mass during development, growth and adaptation. The Wnt/β-catenin pathway may play a huge role in the endocrine crosstalk between bone (osteocyte) and distant organs as sclerostin is a secreted protein and it can be detected in plasma. However, it remains controversial as to whether high levels of sclerostin in the plasma can be correlated with increased facture risk [45, 46] .
Bone is also known to secrete factors like Dentin Matrix Protein 1 (DMP1) [47] , matrix extracellular phosphoglycoprotein (MEPE), and phosphate-regulating gene with homologies to endopeptidases on the X chromosome (PHEX), all of which are involved in phosphate metabolism. Dmp1 knockout mice present with increased levels of FGF23 [48] .
In addition, bone is a source for growth factors like insulin-like growth factors (IGFs), transforming growth factor-beta (TGF beta) and bone morphogenetic proteins (BMPs) [49] . IGFs, TGF beta and BMPs are produced by osteoblasts and other bone cells and affect osteoblast proliferation and differentiation.
Growth factors are incorporated in the mineralized bone matrix and retain their activity when extracted from bone during osteoclast-dependent bone resorption. These factors can be found in the circulation, reaching the blood system via the connection of the osteocyte lacuno-canalicular system with vessels in bone ( Figure 2 ). In recent years, researchers are studying in more detail the possibility of a bone-muscle crosstalk that is the actions of muscle-derived factors on bone and bone derived-factors on muscle. This type of communication appears to act in addition to the biomechanical interaction described in the previous section. The endocrine crosstalk and in particular the crosstalk via myokines and osteokines hold the potential for improving the mechanistic understanding of tissue functions within the musculoskeletal unit.
Muscle Secreted Factors Have Effects on Bone Tissue
Among the many factors produced by skeletal muscle, some affect bone cell (Table 1) . Mice with elevated circulating levels of IL-15 have increased bone mineral content [10] . Another interleukin, IL-6 is produced by myotubes and can promote osteoclastogenesis in vitro [51] . Under physiological conditions, osteoblasts and osteoclasts also produce IL-6. Cells of the osteoblast lineage respond to several members of the IL-6 family (including LIF) by expressing RANK ligand (RANKL). The interaction of RANKL with RANK on osteoclast precursors induces the formation of mature boneresorbing osteoclasts. At the same time, osteoclasts produce Cardiotrophin-1 (CT-1) which stimulates bone formation and suppresses adipogenesis [52] (for a more detailed review, see Sims et al. [53] ). RANKL and osteoprotegerin (OPG), as known regulators of osteoclastogenesis, are produced by myocytes among other cell types [54] .
Irisin, as described above, is secreted by muscle during exercise. It was first identified as a regulator of energy expenditure in white adipose tissue [55] , but recently irisin was found to induce osteoblast differentiation in vitro [56] exerting anabolic effects on cortical bone [57] . Treatment of mice with irisin improves bone mineral density and bone strength [57] . Moreover, injection of recombinant irisin to mice exposed to hind-limb suspension prevents bone loss typically observed in this animal model [58] . In recent years, researchers are studying in more detail the possibility of a bone-muscle crosstalk that is the actions of muscle-derived factors on bone and bone derived-factors on muscle. This type of communication appears to act in addition to the biomechanical interaction described in the previous section. The endocrine crosstalk and in particular the crosstalk via myokines and osteokines hold the potential for improving the mechanistic understanding of tissue functions within the musculoskeletal unit.
Among the many factors produced by skeletal muscle, some affect bone cell (Table 1) . Mice with elevated circulating levels of IL-15 have increased bone mineral content [10] . Another interleukin, IL-6 is produced by myotubes and can promote osteoclastogenesis in vitro [51] . Under physiological conditions, osteoblasts and osteoclasts also produce IL-6. Cells of the osteoblast lineage respond to several members of the IL-6 family (including LIF) by expressing RANK ligand (RANKL). The interaction of RANKL with RANK on osteoclast precursors induces the formation of mature bone-resorbing osteoclasts. At the same time, osteoclasts produce Cardiotrophin-1 (CT-1) which stimulates bone formation and suppresses adipogenesis [52] (for a more detailed review, see Sims et al. [53] ). RANKL and osteoprotegerin (OPG), as known regulators of osteoclastogenesis, are produced by myocytes among other cell types [54] .
Irisin, as described above, is secreted by muscle during exercise. It was first identified as a regulator of energy expenditure in white adipose tissue [55] , but recently irisin was found to induce osteoblast differentiation in vitro [56] exerting anabolic effects on cortical bone [57] . Treatment of mice with irisin improves bone mineral density and bone strength [57] . Moreover, injection of recombinant irisin to mice exposed to hind-limb suspension prevents bone loss typically observed in this animal model [58] . Myostatin negatively regulates bone function. In in vitro studies, more bone marrow-derived mesenchymal stem cells (MSC) obtained from myostatin-deficient mice differentiated into osteoblasts than did bone marrow-derived MSC obtained from control animals [59] . Exercised myostatin-deficient mice had increased gain of bone strength as compared to control group, suggesting that myostatin controls bone response to loading. Myostatin enhances in vitro osteoclast formation by inducing osteoclast-related genes [60] .
There may be more unreported/undiscovered myokines having a positive effect on bone cells. We recently reported that "unknown" secreted factors from C2C12 myotubes but not myoblasts, maintain the viability of MLOY4 osteocytes, when treated with dexamethasone [61] . In addition, ex vivo electrically stimulated skeletal muscles protected osteocytes against glucocorticoid-induced cell death, showing that muscle contraction induces the secretion of myokines that are osteo-protective.
The factors secreted by muscle may vary depending on muscle activity (eccentric and concentric contraction), disuse, aging or damage (traumatic injury) [11] . This has been reported by Juffer et al. [51] and by Mera et al. [62] , and reviewed by Hamrick [11] .
Bone Secreted Factors Have Effects on Muscle Tissue
The osteocyte network encompasses a global signaling network within bone. Osteocytes send signals to other osteocytes, osteoblasts and osteoclasts, as well as to their precursors to orchestrate bone remodeling. Bone responds to differential mechanical loading by regulating the production of the osteocyte factor sclerostin [63] . Sclerostin is a negative regulator of the anabolic Wnt/β-catenin pathway. This pathway regulates bone mass and crosstalks with the prostaglandin pathway, thereby decreasing the production of negative regulators of the pathway (Dkk1 and sclerostin) with anabolic loading [64] . It has been shown that two products produced by osteocytes in response to shear stress, prostaglandin E2 and Wnt 3a, support myogenesis and muscle function [65, 66] (Table 2) . Recently, osteocalcin was found to affect muscle tissue [67] . This has been observed by G Karsenty's group who showed that delivery of osteocalcin prior to exercise increases the exercise-capacity of young mice and restores aerobic endurance in old mice [62, 68] . Osteocalcin even increased muscle mass in old mice [68, 69] .
Common Mechanisms Influencing Bone and Muscle Mass
Heritability studies have estimated that between 40% and 80% of all skeletal phenotypes are due to genetic determinants. The same has been reported for muscular traits [70, 71] . Given the high degree of genetic influences underlying bone and muscle function and the coupled tissue growth and development, shared genetic components seem probable.
Bivariate Genome Wide Association Studies (GWAS) have recently identified pleiotropic candidate genes, single nucleotide polymorphisms and regions associated with traits in both bone and muscle. These studies produced a list of potential bone-muscle pleiotropic genes that do require validation experiments. Some genes of interests are METTL21C and MEF2C. The MEF2C gene encodes a transcription factor (myocyte enhancer factor 2C) that is involved in cardiac and skeletal muscle development and marks myogenic cells in the somites during development [72] . Lately, mice with a deletion of Mef2c in osteocytes were shown to have increased bone mineral density through a mechanism involving reduced Sost (gene product of sclerostin) expression and reduced osteoclastogenesis [73] . These data suggest a role of MEF2C both in skeletal development and in the regulation of bone mass.
Secreted factors such as activins and pro-inflammatory cytokines represent potential common mechanisms linking bone and muscle. However, little is known regarding the action of these factors on muscle and bone mass, in particular during aging [74] . Activin signaling has been found to mediate the cytokine effect on myoblast differentiation, as activin A has to be upregulated for the anti-differentiation of the cytokines to be possible, through the ActRII/ALK/SMAD pathway [75] . Osteoactivin is a glycoprotein that is highly expressed during osteoblast differentiation. It is important for osteoblast differentiation and mineralization in vitro and regulates osteoblastogenesis in vivo [76] . It is increased during bone regeneration, and positively regulates fracture healing. Osteoactivin is also expressed by osteoclasts and stimulates osteoclast activity, differentiation and bone resorption [77] . With regard to the muscle-bone crosstalk, osteoactivin is expressed by muscles, upregulated during space flight, denervation, tail suspension and is able to induce transdifferentiation of myoblasts into osteoblasts [78, 79] .
One of the factors potentially shared between muscle and bone is insulin-like growth factor 1 (IGF-1), an anabolic factor for both bone and muscle. However, the final proof of secretion of IGF-1 from one tissue specifically affecting the other is still lacking [80] .
Several studies have suggested an association between osteoporosis, sarcopenia and vitamin D. However, the exact role of vitamin D in these pathologies has not yet been fully understood. Vitamin D deficiency is often associated with elevated levels of PTH causing bone resorption and muscle weakness [54, 81] .
Sex steroids (estrogens and testosterone) and glucocorticoids are known to affect both muscle and bone. While the first exert positive effects on tissue function [82] , the latter are known to negatively affect the musculoskeletal unit [83, 84] .
Similar to IGF-1, fibroblast growth factor 2 (FGF2) is also present at the muscle-bone interface and periosteum (in mice). FGF2 is released by wounded over-loaded myofibers and induces a growth response in muscle tissue [85] . In ovariectomized mice, FGF2 administration induces bone formation [86] , therefore, this molecule could be another muscle factor acting on bone.
Indirect Links
Muscle and bone are physically connected through tendons, ligaments, cartilage, and other connective tissues. All of these could also affect the muscle-bone crosstalk.
It has been shown that the periosteum, which is the fibrous membrane that physically separates bone and muscle tissues, is both a functional target for muscle and bone derived factors and a gatekeeper for fluid and solute exchange between bone and muscle [87, 88] . Ex vivo experiments with fluorescent tracers of different molecular weight revealed that the periosteum is semi-permeable and possesses a cut-off size of approximately 40 kDa [89] . Myokines such as PGE2, IGF-1, IL-15 and FGF-2 satisfy this molecular weight cut-off, while other candidates of the bone-muscle crosstalk such as IL-6 and TGF-β are less likely to meet this criterion. Their penetration time across the periosteum is higher than their bioactive lifetime [89] . However, myokines secreted by muscle tissue may reach bone through the vasculature (Figure 2) . The amount of the secretome and the factor polarity might affect the tissue-to-tissue transport. In addition, the muscular activity state seems to determine the amount of myokines released, as does age and disease state. In vivo experiments are needed i.e., utilizing fluorescently labeled myokines to confirm the transport to bone tissue and their inter-tissue activity.
Nervous System
The sympathetic nervous system has been shown to regulate bone mass. In particular, leptin signaling in the brain is responsible for skeletal changes without the need of a humoral signal [90] . Osteoblasts and osteoclasts express functional β2-adrenergic receptors, which if blocked lead to increased cancellous bone mass [90] . Similarly, neuropeptide Y receptors (Y1 and Y2) are related to bone homeostasis. Their deletion in transgenic mice has an anabolic effect on bone [91] [92] [93] . Other central pathways have been shown to regulate bone, such as the cannabinoid system, melanocortins and neuromedin U (for detailed review see Houweling P. et al. [94] ).
Muscle contraction is primarily governed by the central and somatic systems, where an action potential from the CNS stimulates motor neurons which activate muscle fibers. Neuronal inputs are fundamental for muscle physiology and muscle contraction and are an important mechanism for the muscle-bone interaction. Bone tissue relies upon neuronal actions in the muscle for its growth and development [94] . The sympathetic nervous system is also playing a role in skeletal muscle. Synthetic β-adrenergic receptors agonists induce muscle hypertrophy and reduce skeletal muscle wasting and atrophy [95, 96] . β2AR signaling is important in skeletal muscle growth, development and regeneration in healthy populations [97] [98] [99] [100] . As leptin regulates cancellous bone formation via β2AR signaling in osteoblasts and osteoclasts, and β2AR signaling stimulates skeletal muscle growth in disease and in healthy populations, β2AR may provide a possible link for the production and regulation of both muscle and bone tissues [94] . Research has focused on genetic, paracrine and metabolic interactions but the neuronal signaling may be a mechanism by which muscle and bone are co-regulated.
In aging, a relationship between obesity and metabolic syndrome has been observed. Energy restriction and exercising induces changes in muscle and bone [74] . Exercise and fat loss favorably affect bone and muscle mass in overweight people [101, 102] . Fat interacts with muscle and bone [103] . Brown fat is more desirable than white fat and fat mass can be modified e.g., by exercise. The sympathetic nervous system plays a role in the regulation of fat type, but negatively affects skeletal remodeling. Myokines such as irisin, but also "osteokines" such as sclerostin can increase the formation of beige fat, and therefore exert further effects on muscle and bone tissues as described above.
Another possible way to modify the muscle-bone crosstalk are macrophages. Muscles secrete factors that affect bone, while macrophages affect muscle. Macrophages belong to the same cell lineage as osteoclasts. They are derived from hematopoietic precursor cells that have the capacity to differentiate to macrophages or osteoclasts, even macrophages can differentiate into osteoclasts within a suitable microenvironment [104] . A specific type of macrophages in bone is called "osteomacs", which reside among lining cells in both the endosteum and the periosteum, and regulate osteoblast function [105] . Macrophages present as two subtypes: M1 and M2. M1 macrophages release pro-inflammatory cytokines while M2 macrophages promote growth and regeneration of muscle [106] .
A switch can occur between M1 and M2 macrophages during regeneration [107] . M2 macrophages are highly present in injured muscle and promote regeneration and aid satellite function. These cells are part of the muscle regeneration response to unloading [108] .
Fracture Healing
The interaction of bone and muscle is important in the context of fracture healing. Little is known of the biochemical crosstalk between muscle and bone in fracture healing except that fractures heal better if covered with muscle flaps [12, 109, 110] . When the muscle tissue around the fracture is damaged, or muscle atrophy is present, fracture healing is significantly impaired. Botox injections to induce muscle paralysis showed lower healing response in a femoral fracture model in rats [111] . However, this effect could be due to decreased muscular contractions (biomechanic), or due to a decreased myokine secretome (biochemical).
In addition to these, myoblasts have the capacity to transdifferentiate into the osteoblast lineage. Myogenesis of C2C12 cells can be halted with BMP2 treatment and the osteoblastic phenotype can be induced [112] . In this line of evidence, a few studies have demonstrated that satellite cells (myoblast progenitors) play a role in bone repair [113, 114] . They seem to replace or co-exist with the bone cells population in the case of unavailable stem cells from the bone marrow or the periosteum.
Another path of future exploration is the role of muscular vessels in bone repair, especially the potential link between endothelial cells and bone cells. A recent study from Prasadam I et al. showed that conditioned media from the MLO-Y4 osteocyte increased the proliferation, migration and tube-like formation of the endothelial cells, which was accompanied by the expression of angiogenic genes in the endothelial cells [115] . There could be a crosstalk between bone and muscle via vessels, especially in the case of fracture repair. However, the crosstalk between these three tissues remains to be further characterized.
Other Factors Affecting the Musculoskeletal Health-The Molecular Clock
Physiology and behavior are temporally coordinated into rhythms coinciding with the 24 h solar cycle. These circadian rhythms are underlined by a mechanism called the molecular clock. It comprises of a series of interconnected transcriptional-translational feedback loops [116] . This system functions to optimize the timing of cellular events in anticipating environmental changes, e.g., daylight and food availability. The mechanisms by which clocks in one tissue influence the physiology of another tissue has not been well studied. To date, only one study reports that skeletal muscle rhythms are important for the maintenance of bone health [117] . Another analysis utilizing microarray data has identified several myokines that significantly change expression following the skeletal muscle specific knock-out of Bmal 1 (brain muscle arnt-like 1" encoding the protein Aryl hydrocarbon receptor nuclear translocator-like protein 1), a non-redundant gene within the core feedback loop [118] . The mRNA expression of several myokines with a known effect on bone is altered in these mice [116] . Among the differentially expressed genes, muscle-bone-crosstalk mediators, e.g., Fndc5/Irisin, Vegfa (Vascular endothelial growth factor A), Tgfb1 (Transforming growth factor beta-1), Igfbp4 (insulin like growth factor binding protein 4), Il15 (Interleukin-15), Mstn (myostatin) and Igfbp5 (Insulin-like growth factor binding protein 5), were found.
Very few papers have investigated the role of the molecular clock in bone tissue function, making the mechanistic understanding of a crosstalk on this level from bone to muscle difficult at this time. We can note that the deletion of proprotein convertase Mbtps1 gene (membrane bound transcription factor peptidase, site 1) in osteocytes stimulates soleus muscle regeneration, size and contractile force [119] . Many of the myogenic genes altered in this larger and functionally improved muscle were regulated by the circadian core transcriptional repressors DEC1 (Deleted In Esophageal Cancer 1) and DEC2 [120] .
Exosomes and their microRNA cargos are other factors that could affect the muscle-bone crosstalk. They are reviewed by Cardozo and Graham [121] .
Pharmacological Interventions
The treatment of osteoporosis aims to reduce fracture risk by increasing bone mass, or at least preventing further bone loss. Therapeutics therefore mainly act to: (i) inhibit bone resorption; or (ii) enhance bone formation. Exercise and lifestyle changes (nutrition) are also recommended for osteopenic/osteoporotic patients. Additionally, vitamin D and calcium supplementation are recommended to aid the prevention and treatment of osteoporosis. Among the anti-resorptive drugs (mainly acting to prevent bone resorption) are the group of bisphosphonates (alendronate and risedronate), selective estrogen receptor modulators (SERMs) (raloxifene), monoclonal antibodies (denosumab), calcitonin, estrogens, hormone replacement therapy and strontium ranelate [122] . Among the anabolic drugs, the list is shorter. PTH and its shorter peptide teriparatide are currently the only approved osteoanabolic drugs; however, the sclerostin antibodies (blosozumab and romosozumab) might come to the market soon. PTH or teriparatide, if given intermittently, increase bone formation by enhancing osteoblast activity and precursor recruitment. However, the long term treatment of these increases the risk of osteosarcoma, therefore, drug-holiday and a combination with other drugs is often advised (Table 3) .
Overall, a long term fracture risk reduction with the existing strategies is hard to achieve [54] . While this is the major cause to continue the search for more effective drugs preventing the detrimental osteoporotic fracture, there are also several adverse effects with the available pharmacological drugs (Table 3) .
Currently, no FDA-approved drugs are available to treat sarcopenia. Patients are advised to perform resistance-training exercise to re-gain muscle force and prevent falls. Exercise increases both muscle and bone mass. Bone responds in an anabolic manner to low impact high frequency exercise, while resistance exercise leads to muscle mass and force gains. However, these benefits decrease with age or disease. For patients who are unable to perform exercise, this option is not a possible approach to increase muscle mass. However, even with the potential upcoming myostatin inhibitors (bimagrumab, PINTA 745), there is a need for new pharmacological approaches to maintain or rebuild a healthy muscular system.
The development of drugs that target both bone and muscle tissues is ongoing. Clinical trials for several of the molecules mentioned above are currently undertaken. These include IGF-1, which has showed that it increased BMD and is reviewed by Lindsey RC et al. [123] . Osteocalcin, irisin, myostatin could be also targets for future trials in order to become drugs for both osteoporosis and sarcopenia treatments (for detailed review on these, see [124] ).
Studying the effects of these future drugs on both bone and muscle, investigating the mechanisms of diseases that present with uncoupling of bone and muscle, e.g., osteogenesis imperfecta, or diseases that are characterized with muscle weakness without muscle myopathy will aid the mechanistic understanding of the muscle-bone crosstalk [125] .
With such investigations, researchers could answer these pressuring questions: Is the muscle or bone secretome changing with aging? What happens in pathologies e.g., cancer that affects the musculoskeletal system? What are the factors that are increased or decreased with pathologies? What happens in the case of muscle or bone regeneration? Do the satellite cells produce anabolic factors for bone [126] ? 
Conclusions
Over the years, researchers have adapted their knowledge on the musculoskeletal interaction. The biomechanical interaction of both tissues has received great attention, as has the molecular understanding of each tissue function. More recently, the biochemical communication of both tissues has gained great interest. Together, these findings will create a deeper understanding of tissue functions within the musculoskeletal unit and will aid the development of novel therapeutics. The muscle-bone crosstalk is complex. Additionally, adjacent tissues may affect this crosstalk. Finally, the crosstalk seems to be a function of aging, disease state and activity level.
